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(57) Abstract 



Disclosed are mammalian thromboplastin reagents and methods for 
preparing such reagents. The thromboplastin reagents are suitable for 
use in prothrombin-time (PT) assays, and offer improved sensitivities 
with acceptable PT-normal times. Contaminating proteins — particularly 
plasma clotting factors — are separated from a thromboplastin solution by 
a membrane permeation protocol, in which the thromboplastin solution is 
exposed to a semipermeable membrane and clotting factors are allowed to 
pass from the thromboplastin solution through the membrane, while Tissue 
Factor is retained in the thromboplastin solution. In a preferred method, 
one or more contaminating clotting factors are separated by diaflltration 
from a NaCl/Na3Citrate thromboplastin extract of mammalian tissue, and 
the purified thromboplastin extract is combined with Ca ++ ions to form a 
thromboplastin reagent. 
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Box I Observations where certain claims were found unsearchable (Continuation of item 1 of first sheet) 



This international report has not been established in respect of certain claims under Article 17(2) (a) for the following reasons: 
1. I I Claims Nos.: 

1-1 because they relate to subject matter not required to be searched by this Authority, namely: 



2. I I Claims Nos.: 

J because they relate to parts of the international application that do not comply with the prescribed requirements to such 
an extent that no meaningful international search can be carried out, specifically: 



3. | | Claims Nos.: 

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a). 



Box II Observations where unity of invention is lacking (Continuation of item 2 of first sheet) 



This International Searching Authority found multiple inventions in this international application, as follows: 
Please See Extra Sheet. 



1 . I I As all required additional search fees were timely paid by the applicant, this international search report covers all searchable 

claims. 

2. | | As all searchable claims could be searched without effort justifying an additional fee, Authority did not invite payment 

of any additional fee. 

3. | x| As only some of the required additional search fees were timely paid by the applicant, this international search report covers 

only those claims for which fees were paid, specifically claims Nos.: 
11-23, 41, 58, 60, 62 



4. |" j No required additional search fees were timely paid by the applicant. Consequently, this international search report is 
restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 



Remark on Protest | | The additional search fees were accompanied by the applicant's protest. 

| j No protest accompanied the payment of additional search fees. 
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BOX II. OBSERVATIONS WHERE UNITY OF INVENTION WAS LACKING 
This ISA found multiple inventions as follows: 

This application contains the following inventions or groups of inventions which are not so linked as to form a single 
inventive concept under PCT Rule 13.1. In order for all inventions to be searched, the appropriate additional search 
fees must be paid. 

Group I, claims 1-10, drawn to a first method of making, a method of separating a plasma clotting factor from a 
thromboplastin solution comprising passing the clotting factor through a semipermeable membrane. 

Group II, claims 11-23, 41 drawn to a second method of making, a method of preparing a thromboplastin extract 
comprising extracting a tissue and separating a plasma clotting factor by membrane permeation, and the product thereof. 

Group III, claims 24-29, drawn to a third method of making, a method for preparing a thromboplastin reagent 
comprising separating a plasma clotting factor from a thromboplastin extract and combining the thromboplastin extract 
with Ca2 + ions. 

Group IV, claims 30-39, drawn to a fourth method of making, a method for preparing a thromboplastin reagent 
comprising exposing a thromboplastin extract to a membrane with a mw cutoff from 75-2000KDa, collecting the 
retentate and adding Ca2+ ions to the retentate. 

Group V, claim 42, drawn to a composition made by the process of Group III. 
Group VI, claim 43, drawn to a composition made by the process of Group IV. 

Group VII, claims 44-51, drawn to a composition comprising Tissue Factor and Ca2+ ions having procoagulant activity 
and a hemoglobin concentration of less than 2.0 mg/dl and a use thereof. 

Group VIII, claim 52, to the extent that it is drawn to a use of a composition according to claim 42. 

Group IX, claim 52, to the extent that it is drawn to a use of a composition according to claim 43 

Group X, claim 52, to the extent that it is drawn to a use of a composition according to claim 44. 

Group XI, claim 53, to the extent that it is drawn to a second use of the composition of claim 42. 

Group XII, claim 53, to the extent that it is drawn to a second use of the composition of claim 43. 

Group XIII, claim 53, to the extent that it is drawn to a second use of the composition of claim 44. 

Group XIV, claims 54-57, drawn to a fifth method of making, a method for preparing a thromboplastin extract 
comprising extracting a mammalian tissue with a solution of sodium citrate at least 7mM and separating the extraction 
solution from the tissue. 

Group XV, claim 58, drawn to a sixth method, a method of controlling the sensitivity of a thromboplastin reagent 
comprising adding a calcium buffering agent to the thromboplastin reagent. 

Group XVI, claim 59, drawn to a seventh method, a method for preparing a thromboplastin reagent comprising 
preparing a thromboplastin extract, separating a plasma clotting factor from the thromboplastin extract, adding Ca2 + 
ions and a calcium buffering agent to the purified extract. 

Group XVII, claim 60, drawn to an eighth method, a method for preparing a thromboplastin reagent comprising 
preparing a thromboplastin extract which contains a contaminant protein, enzymatically digesting the contaminant 
protein, separating the digested protein, adding Ca2+. 

Group XVIII, claim 61, drawn to a ninth method, a method for preparing a thromboplastin extract comprising 
extracting a mammalian tissue with a solution containing a phospholipase inhibitor. 

Group XIX, claim 62, drawn to a tenth method, a method for stabilizing a thromboplastin extract comprising adding a 
phospholipase inhibitor to the extract. 
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Group XX, claim 63, drawn to a composition comprising a thromboplastin extract and a phospho lipase inhibitor. 



The inventions listed as Groups I-XIII do not relate to a single inventive concept under PCT Rule 13.1 because, under 
PCT Rule 13.2, they lack the same or corresponding special technical features for the following reasons: 

An application containing claims to different categories of invention will be considered to have unity of invention if the 
claims are drawn only to one of the following combination of categories; 

(1) a product and a process specially adapted for the manufacture of said product; or 

(2) a product and a process of use of said product; or 

(3) a product, a process specially adapted for the manufacture of said product and a use of said product; or 

(4) a process and an apparatus specifically designed for carrying out said process or 

(5) a product, a process specially adapted for the manufacture of said product a.;d a., apparatus spc«.~cally designed for 
carrying out said process. 

The first claimed invention falls within category (1) a product and a method of making the product, which is Group II. 

PCT Rule 13 does not provide for multiple composition or multiple methods of making or use within a single 
application. Thus, the first appearing composition of claim 41 is combined with the, first method of making of that 
composition in claims 11-23, and the additional composition and method claims each constitute a separate group. 
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